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Dated: 




We, Dr. Yan Dong and Dr. Clement Ip, state as follows: 

1. Our present positions are in the Dept. of Experimental Pathology, Roswell Park Cancer 
Institute. Our Cirriculum Vitae are attached hereto at Tabs 1 and 2 respectively. 



2. We have reviewed the Office Action mailed July 20, 2001 for the above captioned 
patent application. It is our understanding that in the Office Action the Examiner stated 
methods of treating hypertension with CLA are obvious in view of the Langer and Udell 
references because it is obvious "to use CLA in the method of reducing blood pressure by 
losing weight of Langer to achieve the beneficial effect of weight loss by taking CLA in view 
of Udell." 



3. We have read both of the cited references and conclude that the ^52^' s T reas 9HHl§ 
regarding the Lang er and Udell references is not basedj oiLSOun^ The 
references do not provide any teaching_ orjug gestion of tr eadng hy perten^n^ with CLA. The 
Examiner's reasoning is scientifically flawed because a Jink canriot^bej^ 
b ody com p osition altering effects of CLA L desmbed h^p^H.^ 
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betw een weight and hypertension described in Langer. Our own researc h, conductedaftgL-the 
fil ing of the above rgfe renced^application with matmals provided by the a^^^ 
that t he effect of CLA on blood pres sur/most likelAccurs through the regulation of key 
enzymes . This research is described belc^. I 

4. Female Sprague-Dawley rats were fed ehjjer.&.^trol basal diet (no CLA) or the same 
diet containing 1% 9,11-CLA or 10,12-CLA(for 1 month) At necropsy, the mammary gland 
was removed and frozen immediately in liquid mlrogeiT The frozen sample was pulverized 
and homogenized with a Polytron tissue grinder. Total RNA was isolated with the use of 
TRIzol® reagent (Life Technologies, Inc.) according to the procedure supplied by the 
manufacturer. 

mRNA was poly(A)+-selected from the total RNA sample with Oligotex mRNA 
isolation system (Qiagen), and subjected to double-stranded cDNA synthesis using Superscript 
Choice cDNA synthesis kit (GIBCO/BRL) with an HPLC-purified oligo(dT)24 anchored T7 
primer (GENSET). The use of high quality HPLC-purified primer ensured a good double- 
stranded cDNA synthesis as well as a high in vitro transcription yield. Biotinylated cRNA 
probes, in vitro transcribed from each cDNA sample using the RNA transcript labeling kit 
(Bio Array) in the presence of biotin-ll-CTP and biotin-16-UTP, were purified using RNeasy 
spin column (Qiagen) to remove unincorporated NTPs. Each purified biotinylated cRNA 
probe was fragmented by mild alkaline treatment to avoid tertiary structures and to achieve 
optimal hybridization. The Affymetrix rat genome U34A GeneChip (containing about 7,000 
known genes) was used for the gene expression analysis. Four bacterial and phage cRNAs 
(referred as "sensitivity spikes") hybridizable to probes spotted for control purpose on the chip 
were added to the probe mixture at known concentrations to monitor hybridization efficiency, 
per instruction of the manufacturer (Affymetrix). After hybridization with the probe mixture 
and a high-stringency wash, the chip was stained with streptavidin-phycoerythrein (Molecular 
Probes). Fluorescence intensities were captured with a laser confocal scanner (Hewlett 
Packard) and subjected to data analysis. 

Each scanned image was analyzed independently with Affymetrix Microarray Suite 
software. The individual hybridization signal intensity (perfect match intensity minus 
mismatch intensity) was calculated for each probe pair. The expression value for each gene 
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was determined by calculating the mean of hybridization signal intensities among its 
representative 25-mer oligonucleotide probe sets. A tabular report of the magnitude of change 
for each gene was generated by dividing the expression value in the CLA group by that of its 
corresponding control group. The mRNA signals of the following genes were all 
DECREASED b y either 9, 11 -CLA or 10,12-CLA. The numbers j-eprese^ change 
compared to the control (i.e. no CLA). 



Experimental Results 


Gene 


c9,tll CLA 


tl0,cl2 CLA 


angiotensinogen ^ 


6.2 


2.3 


V 

angiotensin converting 
enzyme 




2.3 


angiotensin I receptor 


4.7 


2.2 


angiotensin II receptor 


5.5 




endothelin converting 
enzyme 




2.0 


ET-B endothelin receptor 




3.7 



6. The experiment described above demonstrates that exposure of the mammary gland 
cells of rats to CLA isomers results in the down regulation of gen es which are known to be 
involved in regulating blood pressure. Thus, the blood pressure lowering activity of CLA 
may be due to a direct effect at the gene regulation level and may not be due to the overall 
effect of weight loss as suggested by the Examiner. 

^ ■ 

7. We furth^Td^l^)that all statement made herein ofimy own knowledge are true ^and 
that all statements made on information and ^belief are j^ejjgyfecQo Jas Jrue^and further that 
these statements were made with the knowledge that willful false stateme nts and the like so 
made are punishable by fine or imprisonment, or both, under section 1001 of title 18 of the 



- 3 - 



10/11/2001 VMS 716-843-8180 w.*,«i LEMENT IP UOoF 

PATENT 

Attorney Docket No. NATNCT-08W 
UM States Ode, and a. such *0UI raise may jeopardize f* validity of *e 

application or any patent issued thereon. 

Dr. Clement Ip 



Dr, Yan Dong 
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YEAR(s) 
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Jilin University, Jilin, PR China 

University of Science & Technology of China, 

Chinese Academy of Science, Beijing 
SUNY at Buffalo, Roswell Park Graduate Division 


B.S. 

M.S. 
PhD. 


1992 
1994 

1999 


Molecular Biology 
Molecular Biology 

Molecular Biology 



Professional Positions: 

1999-present, Post-doctoral Research Affiliate, Dept. of Experimental Pathology, Roswell Park Cancer Institute, Buffalo, 
NY 

Research Experience: 

1991- 1992 Purification of a heat-stable a-amylase and assessing its heat-stability. 

1992- 1994', Kinetics study of the alteration in fatty acid synthase activity during liver development, and determination of the 

underlying mechanism, . 
1994-1999, Identification of molecular basis for widespread loss of a tumor suppressor, gelsolm, m breast cancers. 

Awards and Other Professional Activities: 

1990-1991 Best Achievement in Student Leadership 
1990-1992 University Scholarship for Outstanding Students 
1992-1994 President Scholarship for Outstanding Students 
1997-1999 Mark Diamond Research Foundation Award 
1994-1999 New York State Training Fellowship 

1999 Eastern Student Research Forum Honorable Mention Prize and Travel Award 
1 999 RPCI Student Poster Competition First Place Prize 

200 1 -2002 AACR-Cancer Research Foundation of America Fellowship in Prevention Research 

^SKSSS/ar Biology: cDNA microarray analysis; Mammalian tissue culture techniques; recombinant DNA 
^Sr%itic acid isolation; Northern, Southern and Southwestern blot analysis; PCR; DNA sequencing; —^n 
^iLsteticn techniques; reporter gene assay; nuclear run-on assay; mRNA stability assay; electrophoresis mobiluy shift 
assay; footpnnting; site-ducted DNA mutagenesis; RT-PCR; 5'- and 3'- RACE; DNase I hypersensitivity assay; Erase-A- 
Base cloning technique; MTT assay. 

Biochemistry: Western blot analysis; SDS-PAGE; ELISA; immunohistochemistry; enzyme kinetics; protein purification 
and quantitation; affinity chromatography; ion exchange chromatography; gel filtration chromatography. 
Other Techniques: Protein and nucleic acid sequence analysis; Phosphorlmaging; Densitometry; computer vision and 
image analysis. 
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cancers of humans, mice and rats. Cancer Res., 56: 4841-4845. 
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Ip, C, Don g .Y .. Thompson, H.J., Bauman, D.E., Ip, M.M. (2001) Control of rat mammary epithelium proliferation by 
conjugated linoleic acid. Nutr. Cancer, 39: 233-238. 

Dong , Y . , Asch, H.L., Asch, B.B. (2001) Molecular basis for loss of gelsolin in breast cancer cells. Submitted. 
Abstracts: 

Dong , Y Ip C Medina, D., Guzman, R., Asch, H.L., and Asch, B.B. (1998) Deregulation of Gelsolin and Cyclin Dl are 
Mrt Defects Common to the Majority of Breast Cancers in Humans and Rodents. Proceedings of the American 
Association for Cancer Research, 39: 61 9. 

Don B Y Asch H L Asch, B.B. (1999) Proximal Promoter Sequences Mediate Reduced Expression of the Tumor 
Sior GeLlin In Human Breast Cancer Cells. Proceedings of the American Association for Cancer Research, 40: 367. 

Dong , Y and Ip C. (2001) The Use of Microarray Analysis in Delineating the Molecular Effects of Selenium 
Chemoprevention. Proceedings of the American Association for Cancer Research, 42: 308. 

Presentations: 

RPCI Breast Program Retreat, May, 1997, East Aurora, New York. Poster presentation, "Defects Common to Breast Cancer 
of Humans and Rodents", Don g Y. . Ip C, Medina D., Guzman R., Asch H.L., and Asch B.B. 

14- Gordon Research Conference on Mammary Gland Biology, June 1997, Plymouth New ^ h %^ T ^tT 
"Concurrent Deregulation of Gelsolin and Cyclin Dl in Breast Cancers", DongY,, Ip C, Medina D., Guzman R., Asch H.L., 
and Asch B.B. 

89th Annual Meeting of American Association for Cancer Research, March, 1998, New Orleans, Louisiana^ Poster 
SS^^SS^rfGd-oli- and Cyclin Dl are Molecular Defects Common to the Majority of Breast Cancers in 
Humans and Rodents", Don g Y. . Ip C, Medina D., Guzman R., Asch H.L., and Asch B.B. 

25th Eastern Student Research Forum, February, 1999, Miami, Florida. Oral Presentation, "Molecular Basis For 
Widespread Loss of Gelsolin in Human Breast Cancers", Dong Y., Asch H.L., Asch B.B. 

90th Annual Meeting of American Association for Cancer Research, April, 1999, Philadelphia, Pennsylvania. Poster 
PrlnS, "Proximal Promoter Sequences Mediate Reduced Expression of the Tumor Suppressor Gelsohn m Human 
Breast Cancer Cells", Dong Y„ Asch H.L., Asch B.B. 

15* Gordon Research Conference on Mammary Gland Biology, June 1999, Henneker, New Hampshire. ^ S g Sentat *° n ' 
"Molecular Basis For Widespread Loss of Gelsolin In Human Breast Cancers", DongY. , Asch H.L., and Asch tt.tt. 

' " Pane, Biographical Sketch Format Page 

PHS 398/2590 (Rev. 05/01) a — 

Number pages consecutively at the bottom throughout the application. Do noLuse suffixes such as 3a, 3b.B - 



Principal Instigator/Program Director (Last, first, middle): 



BIOGRAPHICAL SKETCH 

Provide the following information for the key personnel in the order listed for Form Page 2. 

Follow this format for each person. DO NOT EXCEED FOUR PAGES. 



NAME 

Yan Dong 


POSITION TITLE 

Post-doctoral Research Fellow 

cn/^h so nursinn and include oostdoctoral training.) 


EDUCATION/TRAINING (Begin with baccalaureate or oiner inmai piuiv 
INSTITUTION AND LOCATION 


DEGREE 
(if applicable) 


YEAR(s) 


FIELD OF STUDY 


Jilin University, Jilin, PR China 

University of Science & Technology of China, 

Chinese Academy of Science, Beijing 
SUNY at Buffalo, Roswell Park Graduate Division 


B.S. 
M.S. 

Ph.D. 


1992 
1994 

1999 


Molecular Biology 
Molecular Biology 

Molecular Biology 



Professional Positions: 

1999-present, Post-doctoral Research Affiliate, Dept. of Experimental Pathology, Roswell Park Cancer Institute, Buffalo, 
NY 

Research Experience: 

1 99 1 - 1 992 Purification of a heat-stable ct-amylase and assessing its heat-stability. 

1992-1994', Kinetics study of the alteration in fatty acid synthase activity during liver development, and determination of the 

underlying mechanism. . 
1994-1999, Identification of molecular basis for widespread loss of a tumor suppressor, gelsolm, m breast cancers. 

Awards and Other Professional Activities: 

1 990- 1 99 1 Best Achievement in Student Leadership 
1990-1992 University Scholarship for Outstanding Students 
1992-1994 President Scholarship for Outstanding Students 
1997-1999 Mark Diamond Research Foundation Award 
1994-1999 New York State Training Fellowship 

1999 Eastern Student Research Forum Honorable Mention Prize and Travel Award 
1 999 RPCI Student Poster Competition First Place Prize 

200 1 -2002 AACR-Cancer Research Foundation of America Fellowship in Prevention Research 

ISSJSS/ar Biology: cDNA microarray analysis; Mammalian tissue culture techniques; recombinant DNA 
S^^deic acid isolation; Northern, Southern and Southwestern blot analysis; PCR; ^^^^^ 
cell transfe tion techniques; reporter gene assay; nuclear run-on assay; mRNA stability assay; electrophoresis mobility shift 
assay; footprmting; site-directed DNA mutagenesis; RT-PCR; 5'- and 3'- RACE; DNase I hypersensitivity assay; Erase-A- 
Base cloning technique; MTT assay. 
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